SUPPLEMENTAL EXPERIMENTAL PROCEDURES
cells/ml. Thawing of frozen stocks had no measurable effect on cell viability and titer was stable with storage (<20% reduction per year).
Strain pools were grown in 384-well plates (Costar 3680) using LB media containing chloramphenicol (34 µg/ml) over three cycles ranging from 5 to 7 hours for a total time of ~18 hours in a total volume of 50 µl. Initial growth plates were assembled in a semi-automated fashion utilizing a Matrix PlateMatePlus. First, 20 µl of xylose was added in columns utilizing two custom 12-well troughs (E & K Scientific EK2034), one trough each for even and odd columns requiring two additions for each plate. Compound stock samples were manually transferred to a 96-well plate (Costar 3957) and individual dilutions prepared in 20% DMSO. Samples were further diluted and transferred to a custom 16-well trough (E & K Scientific EK2059) on a Tecan Genesis or EVO. 20 µl of diluted compound (17x) to be tested was then added to each column of the initial growth plate with the PlateMatePlus at a final 2% DMSO concentration. In addition to the initial growth plate, identical second and third cycle plates were made as above with the addition of 5 µl of LB media to accommodate the back dilution to be performed on the fully automated systems. Finally, a full set of 24 bins representing the 245 antisense strains was thawed on ice at room temperature for 30 minutes, diluted to a final 0.005 starting OD and transferred to a custom 24-well trough (E & K Scientific EK2060).
The profiling experiment was initiated by adding the final 10 µl of cells to the initial growth plate and the complete plates loaded onto the fully automated system to perform the overnight incubations at 37 o Celsius. Three cycles of growth were performed on the automated system with each plate read on the PowerWaveHT for end point OD (600 nm) before 100 fold back dilutions into fresh media and compound for the next cycle of growth. Each row of the 3 rd cycle plate was then pooled into a single well of a 2 ml 96-well block (Costar 3961) utilizing the LiHa of the Genesis/EVO with a chilled deck to terminate growth. In this fashion, six 384-well growth plates (12x 6-point compound titrations and 24x DMSO controls) were condensed into a single 96 well plate. Cells were centrifuged for 10 min 2000g, suspended in 200ul of LB plus 15% glycerol and divided equally into two 96 well plates (Biorad , HSP-9601) before freezing at -80 o C. One of the plates was processed for multiplex PCR, the duplicate serving as a backup. o C prior to loading on an ABI3730 genetic analyzer calibrated with G5 dye set. Samples were resolved on a 36cm capillary array and ABI Genemapper software used to size strain-specific DNA fragments and to measure peak areas. LIZ standards were also used as an external control to facilitate fine tuning of instrument signal. Injection times and run voltages were periodically adjusted to compensate for small changes in sensitivity of the capillary array, the laser or instrument optics. 
Platform Molecular Biology
After thawing, the 96-well harvested cell plate was centrifuged as before and the supernatant removed. Cell pellets were resuspended in 20ul TE buffer containing 40ug/ml lysostaphin and incubated for 5min at RT to digest the cell wall. After adding 80ul of cold water to each well and
